(A) Overnight serum starved control or PTEN siRNA-transfected HeLa cells were pulsed with alexa Flour 647-conjugated EGF (100 ng/mL) for 5 minutes. Cells were fixed at different indicated times and the levels of internalized EGF were analysed by using scanning confocal microscope. Scale bar, 10μm. (B) The mean A647-EGF signal per cell was quantified and normalized to control siRNA at 5 minutes of EGF addition. Data is represented from three independent experiments; **P < 0.01, ***P < 0.001, students t-test. (C) Cells expressing Flagtagged FGFR transduced with either control or PTEN shRNA were treated with cycloheximide (50µg/ml) for 1 hour and stimulated with 100 ng/mL FGF for indicated times. FGFR levels were tested by immunoblotting using specific antibody.
Supplementary Figure 2: Dephosphorylation of Rab7 is necessary for its endosomal membrane localization (A)
HeLa cells transduced with either control or PTEN shRNA were transfected with GFP-Rab7. Rab7 localization to punctate vesicular structures was analyzed by immunoflouresce using confocal microscopy. Scale bar, 10μm. (B) The number of cells with punctate Rab7 staining were counted in PTEN positive and negative cells and the data is represented from 100 cells for each condition; *P < 0.001 by student's t-test. (C) HeLa cells expressing either control or PTEN shRNA were transfected with GFP-Rab7 and its localization to late endosomes/lysosomes was determined by co-staining with LAMP2 antibody. Scale bar, 10μm. (D) GFP-Rab7 wild type (WT), phospho-dead S72A, Y183F, S72A/Y183F (2PD) and phosphomimetic S72E, Y183D, S72E/Y183D (2PM) Rab7 mutants were transfected into HeLa cells and their late endolysosomal localization was determined by confocal imaging after costaining with LAMP2 marker. Scale bar, 10μm.
Supplementary Figure 3:
Rab7 dephosphorylation is necessary for efficient degradation of EGFR (A) Cells expressing wild type Rab7 and various mutants were pulsed with alexa Flour 647-conjugated EGF (100 ng/mL) for 5 minutes. Cells were fixed at different indicated times and the levels of internalized EGF were analysed by using scanning confocal microscope. PTEN associated proteins were identified by using tandem affinity purification followed by mass spectrometric analysis. The consolidated proteins found in PTEN interaction list from three independent purifications compared to control GFP purification were listed along with their known functions. The common contaminants such as heat shock proteins, ribosomal proteins, actin and tubulin were filtered out from the list.
